. Disorder Analysis of TA 1-107 using RONN from University of Oxford. The plot shows that residues 1-51 including the TolB box of ColA are highly disordered, whereas after residue 51 the plot shows a high degree of structure to ColA which includes the TolA box. Therefore a thrombin cleavage site was introduced at residue 52 of TA 1-107 to allow physical separation of the TolB and TolA boxes.
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. Disorder Analysis of TA 1-107 using RONN from University of Oxford. The plot shows that residues 1-51 including the TolB box of ColA are highly disordered, whereas after residue 51 the plot shows a high degree of structure to ColA which includes the TolA box. Therefore a thrombin cleavage site was introduced at residue 52 of TA 1-107 to allow physical separation of the TolB and TolA boxes. Supplementary Fig. S2 . High Entropy residue analysis of TolAIII by the surface entropy reduction prediction server. A. Sequence of TolAIII showing those clusters of residues predicted to have high entropy underlined and in bold type, and the positions of lysine residues within the clusters (blue) that contribute to the high entropy of the polypeptide. Those residues with no electron density in TolAIII (pdb ID:3QDP) are shown in italics. Lysine residues that were methylated in TolAIII (corresponding to K345, K351 and K413 in TolA) are shown in green, and the sequence of TolAIII solved by X-ray crystallography in the TolAIII-g3p fusion is shown in red. peptide at 27°C (20 mM Tris, pH 8.0, 150 mM NaCl). Arg96 Met374 Leu376 a The distance between proton donor and receptor is <3.2Å; b Electrostatic energy is less than -2.0 kcal/mol; c Distances of within 4.5Å between carbon atoms of each partner in the complex. + Interactions mediated through a water molecule.
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